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Supplementary Figure 1. A) Validation of the WSB1 antibody.  Antibody recognizes a single band at the appropriate predicted molecular 

weight for WSB1.  B and D) HEK 293 cells were transfected with LRRK2 alone or with WSB1 with and without the proteasome inhibitor MG-132.  

Cell lysates were run on an SDS-PAGE gel and Western blotted for LRRK2.    C and E) Quantification of B and D respectively.  F) Sarkosyl

detergent fractionation in N2a cells transfected with WSB1- ∆WD. G) Quantification of experiments from E.  WSB1- ∆WD has no effect on 

LRRK2 insoluble levels. All experiments were performed on at least three independent experiments where data are the mean +/- SD. *P<0.05, 

** P<0.001 using a one-way ANOVA test.
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Supplementary Figure 2. A) N2a cells were transfected with LRRK2 and shRNA to WSB1 or scrambled shRNA and percentage of 

cells with aggregates were quantified.  B) Quantification of WSB1 shRNA efficacy on WSB1 protein expression compared to WSB1 

expression with scrambled shRNA or vector control in primary neurons.  C) Western blot of total homogenate protein for the different 

drosophila models.  D) Quantification of H.  This indicates that there was not a significant difference in expression between drosophila 

models. E) Analysis of climbing scores for WSB1 flies compared to control.  F and G) RT-PCR results of knockdown of WSB-1 in the fly 

brain using elav-GAl4 driver.  F) Gel showing a decrease in expression of WSB1-RNAi#1 but not WSB1-RNAi#2 compared to control.  

G) Quantification of M.  All experiments were performed on at least three independent experiments where data are the mean +/- SD. 

*P<0.05, ** P<0.001 using a one-way ANOVA test.



250kDa

50kDa

Figure 1 A

IP: WSB1; WB: Flag IP: WSB1; WB:WSB1

50kDa

Input: Flag, WB:Flag Input: WB: WSB1

50kDa

37kDa

25kDa

20kDa

IP:Myc-WSB1 Pieces

WB:Myc-WSB1 Pieces

Figure 1 E

250kDa

250kDa 250kDa

50kDa

250kDa

250kDa

250kDa
250kDa

50kDa

250kDa

250kDa

250kDa
250kDa

50kDa

250kDa 250kDa

250kDa

250kDa

250k

Da

50kDa

250kDa250kDa

250kDa

LRRK2

WSB1

250kDa

50kDa

37kDa

25kDa

LRRK2

Figure 1 D

250kDa

WSB1

LRRK2

50kDa

WSB1

250kDa

LRRK2

50kDa

37kDa

25kDa

20kDa

WSB1 

Pieces

WB:Myc-WSB1 Pieces

WSB1 

Pieces

Ub

Ub Ub

Figure 2 A Figure 2 A Figure 2 B Figure 2 A Figure 2 B

Ub

LRRK2
LRRK2

WSB1

LRRK2

WSB1

LRRK2

Figure 2 C

Ub
Ub

LRRK2
LRRK2

Ub

Ub

Ub

Ub
LRRK2 LRRK2

WSB1

LRRK2
LRRK2

250kDa

250kDa

250kDa

250kDa

250kDa250kDa

50kDa

Ub
Ub

Ub
LRRK2 LRRK2 LRRK2

WSB1

Dark exposure Light exposure

Figure 3 A
Figure 3 B

Figure 3 C Figure 3 D

250kDa

LRRK2

WSB1

250kDa

50kDa

Ub

Input WB: HA-Ub IP: Flag-LRRK2 WT ; WB: HA-Ub
IP: Flag-LRRK2 Mut ; WB: HA-Ub

IP: Flag-LRRK2; WB:Flag-LRRK2Input WB: Flag-LRRK2 and Myc-WSB1 Input WB: HA-Ub Input WB: HA-UbInput WB: Flag-LRRK2 and Myc-WSB1 IP: Flag-LRRK2; WB:Flag-LRRK2 IP: Flag-LRRK2 ; 
WB: HA-Ub

Figure 1 C

50kDa

Endogenous WSB1

Dark exposure

250kDa

Light exposure

250kDa

LRRK2

WB:Flag-LRRK2

IP:Myc-WSB1 Pieces

WB:Flag-LRRK2

Input WB: Flag-LRRK2
IP: Flag-LRRK2; 
WB:Flag-LRRK2

Input WB: HA-Ub IP: Flag-LRRK2; WB: HA-Ub Input WB: Flag-LRRK2 and Myc-WSB1IP: Flag-LRRK2; WB:Flag-LRRK2 Input WB: HA-Ub IP: Flag-LRRK2; WB: HA-UbInput WB: Flag-LRRK2 and Myc-WSB1 IP: Flag-LRRK2; WB:Flag-LRRK2Input WB: Flag-LRRK2 and Myc-WSB1

Input WB: HA-Ub and Myc-WSB1 Input WB: Flag-LRRK2 IP: Flag-LRRK2; WB: HA-Ub IP: Flag-LRRK2; WB:Flag-LRRK2
Input WB: HA-Ub and Myc-WSB1 Input WB: Flag-LRRK2 IP: Flag-LRRK2; WB: HA-Ub IP: Flag-LRRK2; WB:Flag-LRRK2

Endogenous LRRK2

Supplementary Figure 3. Full version of blots



Figure 4 A

250kDa

37kDa

LRRK2

Actin

Dark exposure for LRRK2 only Light exposure for Actin only

Figure 4 C

250kDa

Figure 4 C

LRRK2

37kDa

Actin

250kDa

Figure 4 E
LRRK2

Actin

250kDa

Figure 4 G

LRRK2

37kDa

Dark exposure for Lrrk2 only

37kDa

Light exposure for Actin only

Figure 4 I

Dark exposure for Lrrk2 only

LRRK2

Light exposure for Actin only

Actin

37kDa

250kDa

37kDa

50kDa

WSB1

37kDa

50kDa

WSB1

Figure 5A

250kDa

LRRK2

37kDa

Actin

LRRK2

Lysate Lysate Pellet

250kDa

Figure 5C

LRRK2

Lysate Lysate

Actin

250kDa

37kDa

LRRK2

Pellet

250kDa

Supplementary Figure 1F

37kDa

Lysate

Actin

LRRK2

Pellet

250kDa 250kDa

Figure 5I 

Actin

Lysate

250kDa

LRRK2

Pellet

250kDa

37kDa

LRRK2
250kDa

37kDa

Lysate Pellet

250kDa

Figure 5J

LRRK2 LRRK2

Figure 5E

250kDa

LRRK2

37kDa

Lysate

Actin

Lysate

Pellet

LRRK2
250kDa

Figure 5G

250kDa

Actin

LysateLysate

37kDa

Actin

Pellet

LRRK2

250kDa

LRRK2

Supplementary Figure 4. Full version of blots


